All of this comes out of my work on recombination hotspots. And the general feeling was that recombination hotspots function at meiosis-they drive allelic recombination, and they may well drive ectopic recombination.
Gitschier: Define ''ectopic.'' Jeffreys: The term ectopic originally came from yeast and it applied there to a situation in which you have a sequence repeated, say here and there, so that they can undergo unequal crossover and cause duplication and deletion. ''Ectopic'' recombination means it's ''out of place. '' As of yesterday, I found there is copy number instability not just in the germline, but in somatic DNA. That largely rules out meiosis and meiotic recombination hotspots. Even in the germline it is quite clear that the substantial proportion, possibly the great majority of rearrangements, are again pre-meiotic, arising during germ cell development. We're trying to drill down below the applied genetics [looking for variation associated with disease], to some of the fundamental mechanisms, to understand the dynamics of rearrangements in the human genome.
So, if you want to put a simple summary on what this lab is about, it's about human DNA diversity and the processes that generate it.
Gitschier: OK! Now let's get to the first question on my list, which indeed is about globin. It's about the period of your post-doc in Amsterdam. Why did you go there and why work with Flavell?
Jeffreys: OK. I did my D. Phil. at Oxford University on human somatic cell genetics. Then went to a Biochemical Society meeting and chatted with a chap named Piet Borst, a very senior scientist, who at the end said, if you are interested in doing a post-doc with me, just let me know.
And I thought, that's great, 9cause I wanted to get out of Oxford, and Holland I really fancied because the language wasn't going to be a problem; everyone speaks English. So, I got myself an EMBO fellowship to work with Piet on yeast tRNA genes.
In 1975, the door was clearly opening on molecular genetics, before that, it wasn't worth talking about.
Gitschier: Expand on that statement. Jeffreys: I remember very clearly. There was a colleague of mine at Oxford called David Finnegan and we're waiting in the lunch queue and he wanted to go off to the States, and I said what's the project, and he said the idea is to take Drosophila DNA and to try to stick bits of that into lambda phage.
Gitschier: With David Hogness?
Jeffreys: Right. And the penny dropped then, that this was going to be the way forward.
I get to Amsterdam, and Piet said, you can work on this if you like, but you might also like to have a chat with this guy Dick Flavell, he's got a collaboration with Charlie Weissman in Zurich, on trying to isolate a mammalian gene. And I thought-whoa! That's sounds really exciting. The idea of the project was to get to a single-copy gene. No one had ever done that in a mammalian system. The only one we could possibly do, we felt, was either rabbit a-or rabbit b-globin, because the mRNA had been purified. The gene isolation would be by physical purification.
Gitschier: No cloning? Jeffreys: Well, cloning came in right at the end. It simply wasn't around at the time. It was by hybridization enrichment with prodigious quantities of DNA [from rabbit liver]. The experiment was to cut it up with EcoRI restriction enzyme. Remember, this is back in the days when you couldn't just buy enzymes off the shelf, you had to make them.
Then denature the DNA and hybridize it to globin mRNA. This was a two-pronged attack. In Amsterdam we were going to use the mRNA to pull out the complementary strand, heavily enriched, and in Zurich, Charlie Weissman had managed to make a cDNA so he could pull out the other strand, and the idea was to purify our complementary strands and then meet somewhere in the middle to hybridize the two stands back together. Then, because this was an EcoRI fragment, we could then pop it into a vector that we hoped someone was about to develop.
Gitschier: How were you selecting the mRNA?
Jeffreys: We were selecting by attaching mercury to the RNA and then capturing it on a thiol column.
Gitschier: That's a dangerous experiment.
Jeffreys: Oh, the whole thing was horrendous. We were using radioactive mercury.
Gitschier: But hold on. Since there was no reason to suspect that there were intervening sequences, what is the point of going after the gene?
Jeffreys: Nobody had ever seen a mammalian gene. No one had any idea of what it would look like.
Gitschier: So, the idea was to get something bigger than the mRNA itself.
Jeffreys: Yes, that's right. To look at the flanking regions. Basic academic curiosity.
During that experiment, we had to develop methods for monitoring purification, and the only way we could see to do that was to use Ed Southern's blotting technique, which at that point was only a year or two old.
So, as we purified the DNA we could monitor the fractions just by running them out on an agarose gel, doing the Southern blot and then hybridizing with an appropriate complementary probe. And that not only worked, but we could actually see the fragment of DNA we were trying to purify in the starting EcoRI digest of genomic DNA.
Gitschier: Hadn't he shown that before?
Jeffreys: No, Ed was desperately trying to get this going. I know Ed extremely well, and there was a bit of discomfort on my part thinking that we had trampled on his patch. On the other hand, that is what we needed to do.
Having got the ability to detect down to the single gene level, we thought we should see if we could make a restriction map around the gene, which is what we did.
Gitschier: Were there EcoRI sites in the cDNA?
Jeffreys: No. The cDNA had been cloned by Tom Maniatis, and we pretty quickly moved over to using his rabbit bglobin cDNA that he very generously provided to act as a probe for monitoring. We just wanted to check that everything was OK. And we built up a restriction map around it [on genomic DNA via Southern blotting].
We then discovered that there was an EcoRI site right smack bang in the middle of the gene! [That meant] our enrichment experiment was a total disaster, because we would have purified one end of the gene in Amsterdam, and in Zurich, they would have purified the other end of the gene, and to put them together, there would be nothing. The flop of the millennium that was! But, the question then was, what the hell is the EcoRI site doing in the middle of the gene? And then we started to do more and more fine-mapping and it was clear there was a huge gap in the gene.
I remember sitting down with my Dutch technician, saying we've got the restriction mapping data, let's try putting all this together. And I knew it was just nuts, but I thought we could solve it if we just put an extra dollop of DNA inside the gene. All of this was done without reference to Phil Sharp and Rich Roberts's work with adeno [which was happening at the same time]. I knew instinctively that this was something pretty exciting. And then, Dick was over for, I think, a Cold Spring Harbor Meeting, and everything started falling together. About the same time, Phil Leder managed to clone in lambda the mouse b-globin gene and showed by electron microscope analysis that there was additional sequence inside the gene. But the trouble there was it had been cloned in E. coli and perhaps it was an insertion sequence. And then [there was] Chambon's ovalbumin gene story.
Looking back on it, basically in 1977, introns were going to be discovered. Full stop. The technology had arrived to the point where the discovery was inevitable. I think all of us in the field were grateful that we just happened to be at the right place at the right time.
When it was time to leave Amsterdam, one possibility was to do a post-doc with Ed Southern up in Edinburgh. He's a great guy and the stuff he was doing was fantastic. He's one of my heroes. We are actually quite similar. We like fiddling around with things. He gave this wonderful quote a few years ago that he misses the days when he could get at the data before the computer did.
But at the same time, I thought I'd like to try running my own lab, and out of the blue came a phone call from this guy called Bob Pritchard who founded this Department [of Genetics] in the early 60s. He said, ''Would you be interesting in coming for an interview?'' I said, ''Where is it?'' He said, ''Leicester.'' And I said, ''That will be fine.'' I put the phone down and I said, ''Where the hell is Leicester?'' All these Dutch people were running around trying to find a map of Europe.
Gitschier: Pre-internet. Jeffreys: Pre-everything! These were the days if you wanted a sequence you had to get out a typewriter and type it in.
So, I visited Leicester and I immediately fell in love with the department. I came as a temporary lecturer, and I'm still here 32 years later, so it says something about the environment. I love it here.
So, the question then was, what was I going to do? It was clear that carrying on with the intron work was not going to be viable. Suddenly everybody was moving into the field-evolution of introns, mechanisms of splicing, etc. I thought, take your education in human genetics and your new-fangled molecular biology and stick them together. If you can pick up specific bits of human DNA, then you should be able to scan for variation. Variation that affects a restriction enzyme site will manifest as what is now called, I think very uglily, an RFLP [restriction fragment length polymorphism].
So, that was our first quest. By early 1978 we had picked up our first RFLP, a rare variant in a single individual. Again, these were in the globin gene clusters, because again, these were the only genes for which probes existed at that time. Really excited, but we got pipped to the post because Kan and Dozy published their RFLP and the association with sickle cell disease.
Gitschier: I think they just bumped into that discovery.
Jeffreys: What we had done was to do a fairly systematic survey for RFLPs in the b-gene cluster.
Gitschier: What made you think that there would be variation in restriction sites among people?
Jeffreys: I can't remember. It seemed fairly obvious at the time. I knew enough human genetics to know that there must be a significant amount of variation in DNA sequence. I'd been brought up in the days of serology and biochemical genetics, enzyme polymorphisms, and we knew that that was sampling only a tiny proportion of all diversity in the genome. So, if there is diversity, then it will be agnostic with respect to restriction sites, so if you luck out, you'll find a polymorphism that hits a restriction site and that makes it assayable.
Having come up with these RFLPs, we then got fed up with them, cause everyone was doing it. So, we then started thinking that surely in this enormous human genome, there must be bits of DNA that are more variable than these RFLPs, and we thought intuitively that the right place to look was tandem repeat DNA. I've been brought up in the school of satellite DNAs, which was the only class of DNA you could purify going back to the old cesium chloride density gradient days. The satellite DNAs incidentally show a lot of variability in copy number.
I felt intuitively that if you had local tandem repeat sequences on a smaller scale in the genome, they'd have potential variation as well. The hypothesis was that there may be bits of DNA with repeats, maybe 10 or 20 bases long repeated 10 or 20 times, so we started all kinds of crazy experiments trying to physically purify these bits of DNA from the human genome.
Then in 1980 Arlene Wyman and Ray White described the first hypervariable locus, so I thought WOW they do exist! But their interpretation was one of transposition. Why? Because they came from a transposable element background. So, quite reasonably, they were thinking, OK it's hypervariable because we've got a transposable element that is moving in and moving out, taking DNA with it and creating this length variation. But, I read their interpretation of transposition and I just felt not so sure about that. So, we then started redoubling our efforts and still getting nowhere at all.
Then Graeme Bell described the sequence of the human insulin gene and right next door to it was a minisatellite-a highly variable tandem repeat region. And then Doug Higgs in the a-globin region.
Gitschier: What approach were you using to try to find these variable minisatellites?
Jeffreys: It was primarily physical enrichments. These sequences might have unusually fast reannealing kinetics, so you could do a COT approach. Or, since these sequences might be quite long but consisted of repeats over and over again they would tend to be resistant to restriction enzymes, so, if you took a load of common cutting restriction enzymes, you would leave these things intact.
We were still getting nowhere. But meanwhile [in a separate project], we were doing some globin gene family evolution work. We thought, OK there is a missing gene in the story, and that is myoglobin. Could we get the myoglobin gene out and see how it fitted in to the hemoglobin gene family as a very diverged member of that family? So, this is really the start of the DNA fingerprint story, because we got the human myoblobin gene and found a minisatellite inside the intron.
Gitschier: How did you find that? Jeffreys: By sequencing. It wasn't variable between people, but I realized I had seen this sequence somewhere else. So, I went back and looked at the a-globin and the insulin minisatellites, and you could see this sort of vague suggestion that there might be some sort of shared sequence in there. So, we then took that myoglobin minisatellite and hybridized it to a human lambda library and lo and behold a number of clones lit up. We then started systematically isolating those clones, showed that they contained minisatellites and some of them were pretty variable loci.
Gitschier: So, you were checking this on a Southern blot?
Jeffreys: Southern blot and characterizing by sequencing. And, as we were building up the repeat sequences from the clones coming out of the library, the shared sequence motif, the minisatellite core, became more and more obvious. It was a short sequence, about 15 bases long, embedded within the repeats of the minisatellites. It was almost as if this was
